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JESttftAKffiB 3-41-8 














(74)ftSA 





(54) [^BJCD^] CSBRft^-f ^xite?«©1ftaj^jfe 



(57) imm mtti) 

NA^IfiifiUffl^tDNAC^IU^ DNA 

wmxmitz J; o d n a %mm l , &t ^T-igtis d n 

( 1 ) 5' - GAG ACT GCT AGC CGA 
( 2 ) 5' - CGC TCA ATG CCT #GG 



DNA7n — yt. LTTIS ( 1 ) ( 2 ) t^rTJS 

LXmWKb LTT7V y-^AN - b K n * ? 

5 i^iXr;vJe^§tt^l»DNAifr«fl^ 
* l £ffifflL, ^vf ri) ¥4 -tr'-i^ a >" • 7nf?y a >" 

GT# AGT GTT GGG -3' 
AG A TTT GGG -3' 

"*\ ) 



(2) 



WmW-6-1 2 17 0 0 



fl^iX^DNAhflUDNATn-ri; £;vf -fWA 

t>%&1imz&^X. liDNArn-^t LTTfE 
( 1 ) tfzit ( 2 ) ^-TigaK^iJy&^^O. 

( 1 ) 5' - GAG ACT GCT AGC CGA GT# AGT GTT GGG 
( 2 ) 5' - CGC TCA ATG CCT #GG AGA TTT GGG -3' 



§ -t±T £r £ D N A if fr^mtifri: ffiffl L „ ^ -f 7' U r-f 



-3' 



(mm*} 



i ) 

2) 



imicommfcmwi 

[00 0 1 ] 

[ mm±.nmmftm ] *mu± c mib& ^ ^ yixafif 

U ^"-f 3 >- • 7of? y 3 y'T7^ (Hybrid 

ization Protection Assay) (HP A) DSfiS- 

«ttfj-r s - 1 wmt-t& c MffF 2^-4 ^xmm^-com 

[00 02] 

[SIBj^j^LJ; 3 ^-f&lSfi] CWM^J)VX (H 

cv) o^ai^ffih ltja, ^fs^^tw-fsstii: 

D N A & ffcff£:fVC ^ £ . 
[00 03] CMffFffeS^OJfllittf tJi. 1 x 1 o 2 - 

1 x 1 0 3 mxmmt'coucvL^^&L^^hh 

i.t^^hil.X^^l. ZtlWt. D NATn-rat J; DH 

nHc va&ptstsir 5>f v— tffl^f pcrs 

(Michael A Inn et al . PCR Protocols. Academic Pre 
ss Inc. (1989)) ^3SRS (John C Guatelli. et a 
1. Proc. Natl. Acad.Sci. U.S.A. 87,2451-2455 (199 

nc imm 

lst-PCR P-(-)246 



10**Ufc»BBtfirf tllDNATn-Zt £vW 7"'J 
-tr-^ 3 yRjEtcO. L , m ^TflWi*ttai-f* i: V ^ - 

[0004] L^L£#&HCV»£^±£*jWfc9* 
nbasei:ffiis6TSV^Sie?tJ^W LT£> 0 . DNATO 

-rati OHCVSr^mtid t'wia 

D N A7°n-7"Sr if O J: a t LTttffif ^ 
-? fcWH*»* 0 , Slfflttofc 5 D N A7n-7S^I4 

20 [000 5] 

[»H*jB8rt-*jfctotf>#gH *lfflt^lJDNA7n 
-rat «fc £ H C Vjtfc^ <?5«WJ tcfc wcia - HCV1 
e^^#MW5rSaiE?'J^' «fc < tt£3*rO>*««*S 

i: . £ X'H C VJt&Fte *J V #M W^tSSE 

*3-HLTv^&Hcvji&F (BfJi) mmMMmh 

1"SHC V^tH*a^iiA^ gfg WIS* fiiafc . 
[0 0 06] ;oB»«fc«)fc, ^-T^cf^HCva 
30 &f LT P C RS*S+t LfcT9>f 

•7-^)|ftlt*fl^. HCVHEf5' MO#ffllRffi^ 

-at ( nc i , n c 2 %.vimcotnt>imm 

KNS5) C0m.i^F$:Mm~t&lz#>CDTmD N AiE^rJ 

tti^iifi^J 1 tl¥3*^--i> . 7 =7 4 -?-<7)-&mz g t!)D N A 
*V3°~?~&!RmW (Applied Biosystemstt) JffifflL 
40 tz, 

[0007] ?°?<<~?—cr>UW&3\ 



[00 08] 



P-(-)48R 
2nd-PCR P-H208 
P-H71B 



5 ' -ATG AGT GTC GTG CAG CCT CCA G-3' (IB^'J#-f - : 3) 

5 ' -GGT ACT CGC AAG CAC CCT ATC A-3' (1B^J#^ : 4) 

5 ' -AGA GCC ATA GTG GTC TGC GGA A-3' (lE^JS^- : 5) 

5 ' -GCA GTA CCA CAA GGC CTT TCG C-3' (ffi?lj#-f - : 6) 



(3) 



WmW-6-1 2 17 0 0 



lst-PCR P-H208 

P-(-)24R 
2nd-PCR P-H138 

P-(-)51R 

[0009] ( 2 ) immmm 

NS 5WM 

lst-PCR P-6187 

P-6493R 
2nd-PCR P-6253 

P-6421R 

[0 0 10] DNATO-yatfc^t, ftV^ttJ^Sr 

A7n- 7'i; LT ifeoi d^iSaiS^J^Tcr— 7'£rffl^ 
iipk IBJjBfc , Si^lf«7°u-7'7)Slllo^m^& 

[0011] jfefDNA7n-5lftlMCibft-3Tli, * 
ffiZixtz H C V 9 n— y|SIT*$EBt«9&£E#l £ JtR Lit 

o- >-PbTT-^ < tlT V * h NA7P-7" fc 

LT#4LV*fc»#;l**fcSfit*atofc. LT HC 
V»^F<0W»tt*iJ:<«ffSnT^4«Wi: LTHR 
tcBM3ifr^4 5' Wf«ffi«t£«KL*:. To- 

ftcDm^^tti&i&m-cfo&r'T-y (g) t^h 

>->- (C) (GC%)^, *Hfc*fSRSrC**H 



AGA GCC ATA GTG GTC TGC GGA A-3' (ffiM## 

TGC ACG GTC TAC GAG ACC TCC C-3' (ffi?"T#-§- 

CAA CCC GCT CAA TGC CTG GAG A-3' {W3^^ 

ACT CGC AGA CAC CCT ATC AGG C-3' (EMS^ 



7) 
8) 
9) 
10) 



5' -AAC GCA TAC ACC ACA GGC CCC T-3' 

5' -GTG AGC ACC GCC ACG TCC GGT TC-3 

5' -GTG GCT GCG GAG GAG TAC GTG GA-3 

5' -GAA CGT GAC CTC ATC CCG CAG-3' 



[ o o 1 2 ] Mutx hc vcd 5 - fmmm.mm^>mmm 

M)5tf>*t>±ffi- 1 2 Oi&M 1 0 O^ScOPeS, - 2 2 

2t&m — 2 o 9&mmco£ o ^.Gc%msx^\^k 

m^>. r-f-v (A) RW^-^y (T) <7>#** (AT 
0%ffi»^fc£^£ffiitSDNATn-y<7)ftHf: LTiH 

7°n-7'fcffl^ltTffl^&Ml§^m*&i: LT*i>Si 

Soffit U*^ffeBHPA^lKLft, 
[0013] HP Ai£fc38ffl-f NArn-7'Sr 

I att-t Stt/t-stli, 7D-7>'HPA(07t-77 

bCaUTml (Me 1 t ing Point) Ji* 

( 1 ) 5' - GAG ACT GCT AGC CGA GT# AGT GTT GGG 
( 2 ) 5' - CGC TCA ATG CCT #GG AGA TTT GGG -3' 



imm^r : 11) 

(mm^-. 12) 

(ffi^J#^ : 13) 
(KM** : 14) 

«K£GC%£f#Ofc|5jB#t;r, jS^^§<?DDNA« 
4 1> tf>T* * £ i: jWfBWC* 4 . HPAStffl^ 

^r-r'-tf-f ylz^hXd iz^mt^HrfUf^^W 
[0014] tfz. Tmmm^Tfo^fzk LTi>7°n 

20 -ycr&zimmizz:*)^ sti^^ti««iiT 

AH** 1 * 4 . 0! *. if 4 baseCO 5 X V «y f - Sr # tf 8HSB»2 
J f L DNA^HPA^T^ai-rS*'n-. 1 8raer (07o- 
^C(4tftaST*^rV^*«. 2 6mer cD7°n-7*TiilfcaiT 

[0015] 5^v^-f-**tr»BBl&fffi5!l**aj-r 

#\ 7n- 4 fc 7D- 7"ORJC53!^'®< * 
30 TmiOTP Amt l zm$%<Zi:&m<OfflWfi.& 

4t, HP Amizm L fzMZ commy'u-y'ii^ifti 

mx-foh. 

[ooi6] ^mmuti:xtcDX a^msr#jtLT 

fflfSfcSbTfrofcJSS. TIE ( 1 ) ifcli ( 2 ) fcjj* 

#s-tf-«^«>«u >-*-*is#§*, acr^y^ 

T tHftHfcT* 4 H C VilfeT fcWW 7' »J r >f -If- ^ 
g yRj££fr;b*fcSL Mf§£H P AS^J: 
£ 4: iz J: 0 s HCVSr W#>X ^ffi^TiftffiT-^ 4 t 



40 



3' (w&m*§r 



i ) 

2) 



[0017] ro^»*aiH«, w.mnmmxhh cmwik * r-f -e-^ h yRjBtft ■BMfcwta^- 

^>f;^3t&PRNAt3IM6^SI**fflv^DNAfc:SE &if:*»6*4*ffifc*iV^, ilDNA7n-7tL 
JftLfctt, 4M0<DDNAJfflf^rj£fc:J: 0 D N ASrtStl, T±IB ( 1 ) ifeii ( 2 ) fcijcraafflMa^SrO, 

^^T'±M1iS§#i^DNAi:SiiDNA7 o n-7 - i;^^-<^50 -?#X$k^ tfcttBft U ^LTaBafflrttf: LT 



(4) 

5 

a-r ( 1 ) 2WM 2 ) cOi^lS^Jfi;. Q.-L.Choo etal 
Proc. Natl. Acad. Sci. USA 88 2451-2455 1991 tIBWS 
ftT \ i& C MffrJ^ >f frXMmttfflmM* v y AT 
GcoAS: lfifc LT. 74, Xtf- 

133 — ill ofistfc =t zttist £ . 10 

[0018] ^Bjfo^rffiSrHSfrrstcfc^oTti, Tfe 
trffit i OttBLfcflL aHDNATn-7'^iniT^ 

>f fV ¥A *£—$s a yRJCtCfN". D N AOtifg^^fc 

f§B#g <J> t miUcV? 547-rp- (-) 24 
6j , rp- (-) 48Rj , rp- (-) 208j , 
r P - ( - ) 7 1 R j , r p - ( - ) i 3 8 j , rp- 20 
(-) 24Rj , rp- (-) 51RjMV^it 

COO 19] L*»U ^fMHfcftoTiiflffl-CSir^ 

IfrlBrn-y ( 1 ) Xii ( 2 ) fc*fJ&$-icafl r ffe'M 

7° 5 -i v— Srfflv ; k & . ± fcjMrf ^iMlftfr 

— ti>V»TPtC:oo'<iScjii4Q.-L.Choo etal Proc. Nat 30 
1. Acad. Sci. USA 88 2451-2455 1991 ^ISfB^ftT^S 
CSfri&^-f /kXjt&FcOBWBtt&r? T* >ATG<7)ASr 
Huh LT»i.)t7*5-f V-OfiMl*^L, P- 
( - ) 2 4 6li-2 4 6fi^ 6TS6£|ft| XWX/& 
mMZ^ZTyJ^-ZMML. P- (-> 4 8Rti 

- 4 8 m^Ttiiuzfafr^ Tffif&i&£mmzmmm% 

CDy"54~?—lZ$5\^X. ffltlf P-6 1 8 7(46 187 
SrSWt. -etT P-64 9 3RJ46 4 9 3{4*^TSE 40 

[00 20] *^ujco#ft{4±tB ( 1 ) , ( 2 ) fc^L 
ifrLXT? iJy-i>AN-h Fn^fyX^yW 5 Fx 

xx;i'* i Sf8§ix^miiDNA7°c7— T'ifflv^ifcT 

£:trffik LTHPAffi*Sl»-&*rt*rt:£i:fc:*&. 
[00 2 1 ] *^BJx-*ffl-tl.ra-7"{4Slf)DN 



ftHPP6-l 2 17 0 0 

6 

■fri-lfctf-CSS. ffiJEWSrU^-kLTii. 

(fRXL'J (MSI- 1#HS) ^lE^Am i n o 

modifier II (Glen-Research £t) SrflTO"f~-l> 
£ 2: £ » 'Jy* -Otfi ^fzy°n-7limWLLtz 
f*. 7n-7'«y gfrfrtCT? U y-^AN-t K 

[0022] MiLfcm-T'li, iffi^7ASfflU 
T H P L C Tff $J LfcfJL HHDNATn-yk LTffl 

50849 o^mm^tifzw mm*m&^-&fztsbcr) 

r H P A j miZHiXli, Arnold A>C0f&& (M^«f r Cl 
inical Chemistry (1989) vol.35 ; 1588-1594 j . r^ 
HBS6 3-5 0 84 9 0-^j ) *#flS$*UtV^. 

[0023] jaTfciotwfc «t mzmuz 

[0024] 

SIMM 1. ABf^-c7)jgg£ffiMco 
cajfBJUR* <0Jft»f fcli, l x i o 2 - 

1X10 3 /nlt3J;'£7)HCV(Hepatitis C 
Virus) L£*T±L2ri !> h v^^xTV^ 
(^fI¥l-5 0 0 565) „ ZiVfyUz., 

Mit^cl., HCVIiRNA'^^Utl.l.Ii:, $ 

ISiaCRT-nested P C R (Michael A In 
n PCR Protocols, AcademicPress Inc. (1989)) Sr 

[002 5] o4D, i£!6¥»*^ffl^HCV RNA 

*DNA(cSHJlft, J&frryr^A ?-t2HlPCR 

(Polymerase Chain Reactio 

n) izfrtfHcvm.mttmmvfz, t-r. pcr«k 

M«77^?-^mK^D. ^4%*tj9 0 0 0ba 
ses i,Zhtz H C WmBrf^i 0 *h , 5' - n o n c o d 
i n g N S 5 ^ffii^^afe^ ( Q-L. Choo L> , Proc. 
Natl. Acad. Sci. U.S.A. 88, 2451-2455 (1991)) £tf 

[0026] i-a. w&&Hcv?u-ymxmm 
ni&mmmzimLfz t § , wm-rtmsEB&mrsm 

~?—coiiM.b LXMAsfz\ z\cob% » T^-^v-co 

- k -etLtcMje^-s h c vaisT k offli^it** 9 o %m 



(5) 



WmW-6-1 2 17 0 0 



8 



KttifisNfi^ftfi. afc*«0ffiratt*«7 0%— 8 0 

[0 0 2 7] 1-b. T5-f-7-(?)S$il 15—30 
bases gJK, -f- LT ^-OffiM4'^GC%(i4 0 - 7 0% 

&*§^(Cte 2 0 bases «1*<^«S*«Si:#i«:. * 

tz , v-sofiBt ^JgSffi^iJfDSESa* * 10 

I. 5'— noncoding fiJlS 

• NC- 1 

lst-PCR P-H246 

P-(-)48R 
2nd-PCR P-(-)208 

P-(-)71R 



-f -7— OTm (Melting Point) ^M&S 

[0 0 28] Ztlt>0)4kft1P$>Ml : ?0)'7'?4 fe. y 
F&HCVlisf^5' -noncodingfil^ 
N S 5<B«J&»fea/W2. 5' -noncodin gfU£ 

[0029] 





mm 














5' -ATG AGT 


GTC GTG 


CAG 


CCT 


CCA 


G-3' 




3) 


5' -GGT ACT 


CGC AAG 


CAC 


CCT 


ATC 


A-3' 




4) 


5' -AGA GCC 


ATA GTG 


GTC TGC GGA 


A-3' 




5) 


5' -GCA GTA 


CCA CAA 


GGC 


CTT 


TCG 


C-3' 




6) 



[00 30] 



NC-2 









mm 












1st- 


-PCR P-(-)208 


5' -AGA GCC 


ATA GTG 


GTC TGC GGA 


A-3' 


(mm 




7) 




P-(-)24R 


5' -TGC ACG 


GTC TAC 


GAG ACC TCC 


C-3' 




f# 


8) 


2nd- 


-PCR P-(-)138 


5' -CAA CCC 


GCT CAA 


TGC CTG GAG 


A-3' 






9) 




P-(-) 51R 


5' -ACT CGC 


AGA CAC 


CCT ATC AGG 


C-3' 






10) 



[00 3 1 ] 

II. NS-5WM 

lst-PCR P-6187 

P-6493R 
2nd-PCR P-6253 

P-6421R 

[0 0 3 2] StfiDNA^-Urfjr^^f-h'-^^H 
(Applied Biosysterastt 3 8 0 B ) t#77^f V— £■ 
^Lt. r7^7-»illi, OPC*7A (Applie 
d Biosystemstt #40077 1) JfflUfOKOft^ 

( 1 OmM Tris-HCl pH8. 0, ImM EDTI 



7° "7 A COJSME^IJ 

5' -AAC GCA TAC ACC ACA GGC CCC T-3' 

5' -GTG AGC ACC GCC ACG TCC GGT TC-3 

5' -GTG GCT GCG GAG GAG TAC GTG GA-3 

5' -GAA CGT GAC CTC ATC CCG CAG-3' 



<ffi#l## : ID 
(E8I##: 12) 
(IKWfiB) 
(mm^- : 14) 

[0033] HJt^lj2 . 7n-/fc LTOD N ABf^-tfO 

( I ) : 

[-ftl ] 



(6) ftHPP6-l 2 1700 




[0 0 34] 2-a. ^.m^fifzUCV^XJ—ymX'^ 

&*§0r£7 o o-7'Ofi:Ki: Ltl/lt'. 7°cr-7'Oi£S 
1B?iJ{± . H C ? n-^ralT'^^ffi^S tiT ^4 i 
h **fk 4, S4 L v rn- 7' t hcv 

^-<7)ffi|Sltt^ 7 0 %— 8 0 %gST'S) o X h 70-/ 

NH 



20 



*30 



(CH 2 ) 5 
I 

c = o 
I 

NH 

I 

CHz 
_J 



= [00 3 5] 2-b. 7°n— 7'<7)JI§<j:l 5—4 0 base 
s ;gJKtU -€-c7)JSaffi^Jtf 0>GC%#4 0 - 7 0%<7) 

«HrtT*&£i:. 7°n-7"o*£i3\ ac%^f«§ 

^Sjtte^^M^io'rM^^*^ 2 0~~3 6bases 

lzMm-f& h c viHS^coJSME^J fc colHfcSEBa^FS 
£ ti h „ 7° n - rtfO g c % & # jf L^r^"Jo7°n— 7" 

[0036] J3Lh^fr*#ftL, 7°n-7'^ffle?tJ 

ti. 7n-y^AEt7^;i/tStft, <%cr>3H (II) : 
[^2] 



RXL'J y$ — 



* y # — cofiBii # X'Tjk Ltz « 

[0037] 



7* Q - 7' 

T^Sft^ J;3CRXL'J iofr— (=HJJ1H36 3-5 0 7 
94 1) £#7°n— 7'0(f*#i£fcifAL^:, RXL'J ^ 

I. 5'— noncoding filiS 

NC-l CP-(-)133 5 ' - CGC TCA ATG CCT #GG AGA TTT GGG 
<S1*I##: 2) 

NC-2 CP-(-)99 5 ' - GAG ACT GCT AGC CGA GT# AGT GTT GGG -3' 

iwm& ■■ i ) 

II. NS5US 



-3' 



(7) 



«fHPP6- 1 2 17 0 0 



1 1 

mmim 

NS 



1 2 



CP-10 5' -GGT GGG GGA CTT CC# ACT ACG TGA CGG GTA TGA 



TGA C-3' 
(KWf-: 15) 
[0 0 38] i»DNA^-y ^?l^^b^)^B£ 

OR X L U X#-fig|ijD N A^" ij 3? ? K^J& 

MAmi nomodi f i er II (Gl en-Reseachft 10 
#1 0-1950-90) SfflV^ifcfcnrtB-Cft 
!J y^-^i *7n-7'(JO P C * 7 A (Applie 
d Biosystemstfc #4007 7 1) TliKL/tfJL 7°P 

-frfc (Weeks A, ^ Clin. Chem. 29, 1474-1479 (1983)) 

[0 0 3 9] RXL>jy*^OOU3t7°n^7' 
M) lnmolC 3 1 COD imethyl sulfo 
xide (t*5>ff^#13 0-4 5 1 00 
G) , 2/ilCOl. 6mg/mlOT^ U y-^AN- b K 20 

feU) . 1 jie 1 CD 1 M Hepes Buffer (i 
Cfl^flTSOTf #346-01373) s 4^1 OH 2 

? U y"7AN-t Fn^yX^^yW 5 KxXf/P 
*7n7^tSBWTl 2 5//M£?)/'JyyJ5/i l Ju 

[0 04 0] AEt7^/l/Lt7°n-7lt ODS^7 30 
AdV-TSKgel OligoDNA PR^7 
A#13352) ^UHPLCt'tlHf*->^ 0 » 
Rfcte. AJR: 0. lMh'JXf^T^-^ABBpfl 
7 . 0 (Applied Bi osystemsft #4 0 0 6 1 3) . B 
: T-kb-t-UA' (t*5>f W#004-3 OS 
P ) £ffllr\ Byjg : 0 — 2 Omin. s 1 0 — 3 0% ( 'J- 

[004 1 ] »fi^j3 . P C RflMte J: Sf»f^ 

40 

^^P- (-) 208, P - (-) 2 4R, P- 
(-) 138St/P- (-) 5 1R£fflVvCHCVO 
5' - noncodin gfli#7)- 2 0 8#S:fr>£> - 3 

(hc vmfc^commmM<7)mi)cDMm$: is^l 

HCV05' - noncodingfll, cor ef 
e nve 1 opefi«t:ifc#4fi8 0 Obases » 



rSRNA (KTH-M80 0RNAJ:E|t) Srffl^ 



#:RXLU y^- 5 ) 
* [0042] JMBRJEtt. iSME^iBlffcriORNAtD 

CR (Polymerase Chain React 
ion)J2Sff3M(RT nested PC 

R) tciDfi 1 -^ miBRJBttr^fclMSJaTfc:* 

Ait. ::CH-M800RNA^70 ; 17. 5£>& 
^i±4r?t 0 -^JuLT^*^ 90^ 1 fcUfco 
[0043] ±SfIK^ I Office 

1 OmM Tr i s - HC 1 P H8. 3 
0. 5//g 7yy'A77^f7- (TaKaRaffijgSL 
O^No. 3 8 0 1) 

2 . 5mM MgCh 
5 OmM KC 1 

0. 2mM d AT P (Pharmacia £i:SL #^U^No. 
2 7-5500) 

0. 2mM dTTP (Pharmacia £tSL #^U^No. 
2 7-5800) 

0. 2mM dGTP (Pharmacia tt» s #^n^No. 
27-5700) 

0. 2mM dCTP (Pharmacia itSL T^O^No. 
27-5600) 

[0 044] £<9KJE8I£6 0°CT5^P^ >^^- 

M-MLVM5SS (20 0 units/// 1 BRL ft 
SL #^n^No. 80 2 5 SB) 2r8sJuLT3 7°CT3 
O^REUcDNA^iU, <I^5cJiE 
ffifc^ 1 0 Opmol^P- (-) 208, P- (-) 2 
4RPrimerat/f2. 5Unit<y)Taq DNA^U 
(AmpliTaq™ , TaKaRaffijtlL #^U^No. 2 
53 1) ^mnLX^m^l 00m 1 fcU S10SP 
CRSffofc. 

[004 5] PC R£cJS±IWAKI Thermal Sequence 
r TSR300S£ffl^T9 5°C, 2#IH^Jfi^<Z)». 9 5 
°C, 1. 5 4h 5 5°C, 1. 54h 7 2°C, 2#£)RJE 
&4 0t>f^m\ §^C72 6 C, 94MHtf>#gRJE 
S^rdifctiOtfofe. ^oIlEg^PCRgi^ 
1 Oju 1 LT. § 6fc:P- (-) 13 8, 

P — ( — ) 5 1 R Primer £rffll^gl2 @@C9P 
CRfcfi^fc. m2Ilia^PCR(iJJJlTOSM ta Cfi 1 o 

fc, -r^^. »fiiiiatfo«iiiRjE?Kwi o// 1 ^tib 

^ftJ^T^^ix^iMtl^IIfc^JPLT^aSr 10 0// 
1 bLfz. 

[0046] wmmnemst 

1 OmM Tr i s - HC 1 P H8. 3 
* 50 1 0 0 pmol P- (-) 138 Primer 
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1 3 

10 0 pmol P - ( - ) 5 1 R Primer 
2. 5mM MgC 1 2 
5 OmM KC 1 
0. 2mM d AT P 
0. 2mM dTTP 
0. 2mM dGTP 
0. 2mM dCTP 

2. 5Unit Taq. D N * 5~ fe* ( AmpliTa 

q™) 

[0 04 7] iCORJiGJRSfflV^SfllliacOPCRfcR 

ay-77-fe>f (HPA) j£fcP«fn4*i£tJ: , 3ttEfi 
Lfc. T=Sr*>*>. JilBomilMJiB^Tf^ORJcB^O 1 0 

</i/SfLfccp- (-) 9 9ru-y (safc«2-c^t 

tCP- (-) 9 Q/n^y^T^'Jf-^AxXf^ 

0x< 1 £^PLT6 0TrC2 OdHBRJEUfc. 

l^IKWK^SttfttSMI ( 0 . 6 M Boric 
Acid-182raM NaOH-1% Triton* 

H-M800RNACQRT 



1 4 



* X100)£r300//1 SSJPLT 6 0TrC64HSKJE 

*lfc«MBS *LfcSt»* 56*^ £ S1£fc:o V « . Arnol d 
£>£0$g^ (#KH86 3-5 0 84 9 0aWlinical Che 
mistry (1989) vol.35; 1588-1594) CfEtt^vf^U 
^^y g y-7 0 nf?y3y-T7^ (HPA) 

[0049] 7°n— 

1 1 1 mM Lithium succinate buffer * 

10 10% Lithium lauryl sulfate (Sigma #L- 

4632) 

1. ImM EDTA (2Na) ( i~?)y4 r\X? # 

151-11GR) 

1 . ImM EGTA (Sigma #E-4378) 

1 X 1 0 6 RLUs** AE-5^KP-133To— y 
* 1M Succinic acid (^#5-f ? #324-02GR) 

tlM Lithium hydroixide i^rfj'yA "f^9 #206- 
34EP) S:ffiTLpH5.2 tCfSMLfcfcO 
** Relative Light UnitscT)^ fL^BK**^f"#fl[ 

20 [0050] ±ie<o»KRjete <t o»6<ifcisa** 1 

[f£l ] 
nes ted 



(H-M800RNA rr fc: — f&) 


(RLUs) 


0 bl — 


887 


4 ^ tr - 


827 


1X5 =7 fcf— 


84987 


70 fcf- 


151381 



RLUs: Relative Light Uni 

[0051] fOi*. 17. 5 3f-«H-M8 0 0 
RNA&8^nLfcMJEEfc*JVVC, H-M800RNAi 

iawi^i o oM?f f^iSLt. 

fctt, iiti^LfctifflWMK&frflftvr. 17. 5 3b" 
-ffiSom*<7)RNASr^ai-C#S^i:Sr^LT^S. 
[00 52] HM^J4 . yvf y U r-f -fe*— 3 y-7n 40 
f^ygy • Tv-M ( HP A ) £tC i & HC VJtfe^ 

*jfc*>. CSffMMS (HTIfli) j6»6 
HJfi^J 3 tlBffiOiMtlffi ( RT- nestedPCR 
tfe) fciOHCVjI&FSJDBL. JfcWTHPAi£*ffl 
VvtHCVitfc?£8tffiL.rt:. j&fiAfttf;*. #A#BS 



* [00 53] B^JflL^t* 1 ^HCV R N A c^tttfJJifii 
TOSfKff'J/t. -T^'fes Ifilif 1 0 0// 1 CRN 
Az o 1 ™ (Biotecx Lab. , Inc. #C S- 1 0 1)90 
0 n 1 , 9 oo*M 1 0 0 ^ 1 Zmmik. 1 4Mffl»P 
LT7jC±t 1 5^S!tBL3t„ 14, OOOXg, 4 
•C, 1 0#ISfc>3i<MHi», ±JftKr5 0 Oju 1 SrSjJX 
U £*UC2ju \coyVzi—yy (20 jug/v 1 B 
oehringer Mannheim #90139 

3), 2-7nA7-;Kt*7-f rx?#291- 
13GR) 500/i 1 ^jDtmif^. -20°CT"1B# 

laratKL-fc. jjcirvr-, 14, oooxg, 4°c, 15^ 

HtoS&MHKtffVV ±»*»£Lfc«L ^»/15rl 
mlO80%x^y— ;P (x^y— ;P : ^rf}=yA ^7,7 
#147-13 GR) T2mm$Ltc. fltfr^WhS: 
lO/zl^Hz OtIS|LTRNAMf4t Lfc 0 
[0054] #JtRN AMSidRT - nested P 
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WmW-6-1 2 17 0 0 



1 5 

(.CiO#^?tRNA|fi^SrfflV^T. P- (-) 2 0 
8, P- (-) 2 4 R, P- (-) 1 3 8MP~ 
(-) 51R PrimerSI^tRT-neste 
d P CRSrfrW HC V<7> 5' -noncoding 

[ 0 0 5 5 ] mm L^ilfr? li, ITR^L^H P A}£ 

JK8W> 1 0 ju 1 £ 9 5 °C-C 3 ^ra^tt Lfc. 
M3t7^§^CP- (-) 9 97n-/(iit 
«2"CiSt3tCP- (-) 9 97D-yj7?yf^ 
AiX f)VX'it^%^t 5 ^ L it h CO ) £ tr7°o - 7' 



1 6 



10 



[9 0// 1 £gsflnLT6 0*CT2 O^RJEL/S (7° 



£300/il (0. 6M Boric Acid, IS 
2mM NaOH, 1% Triton X 1 0 0 ) 8s0n 
LT 6 0°C*C6 iHBIBUS Lfc«, »fi^4fl:¥lft3e*» 

[0056] iifc^s*utiiMBS*iJtafeT-t«im-r 

*^rffifcOV^TI4s ArnoldA>0$g£- ( #JlBg 6 3 - 5 0 
84 9 O&tTClinical Chemistry (1989) vol.35 ; 158 

8-1594) £IEil£<7vW y'V ?~4 -tf— >- a y • 7nf?y 
3 y-r>y-t-f (HPA) fcP«filft*ffi*4BBS*Ufe 

[0057] 
[3S23 



CfflJ=Fj)t*l*j(ll» p-i 



tS&BSkMMtMk P-2 



C3SJfFife.ft*Jfil« P-3 



fEv-^JHRLUs) 



265 



85656 



59047 



c3HJff***jfii» p-4 



C3HjrFJfejR#JlL«F P-5 



32481 



68829 



37554 



CaWjl6,ft*JfiL» P-6 



cawF«*ja» p-7 



CJBffrffcMHHift P-8 



CfflHf&ft*jfilf» P-9 



CSffFjfe.a#l6lvf p- io 



185275 



162138 



243675 



212861 



50350 



RLUs: Relative Light U n i ts Cffc ¥ £ £ ^ T J& ft ) 



[00 58] fcJgAJfiLitfciS WC 2 6 5 RLUs (fli^SS* 
fi£jjrf3M2 Relative Light Units>0^liBfc£#T 

Hcv«8fad»ttfc!piss*i.*-s-. cajffifeg*jii» 

fc*iVVCIi3 0, 0 0 0-2 5 0, 0 0 ORLUstfXfc^SI 
#*»THCV«gfe»ttfc¥!|}&3*ufc. ;c?);j;ii, H 
P A&fc J: 0 CSJff&*#tf> H c Vitfirf £«RWfc*( 
aitlSit^L^^. 40 
[00 59] ifcKKM *»75-l v-£ iWa 
-7"ODNA|EIW\ flfe<7)DNAlE?[|co-eixt J: "9 US 

4 2^i»^iiHCV RNA^rttmt. RT-n 
e s t e d PCR, HPA (Hybridization Protecti 
on Assay) SrffiV^ 5' — noncodin gWMit- N S 
53ffi*iafc Wtfcffi^Oll£Jt«Lfc. IOOjuIWC 
MffrJ&B#Jfilff iZ 9 0 0// 1 SDRNAz o 1 tw (Biotec 
x Lab. , Inc.#C S - 1 0 1 ) , 100//1 0700^ 
lVJ± (t*5-ff^7#084-02GR) ^iJlS^ *50 



* 1 Wfflffi UfcJifc: 1 5 ftffitm htz . 14, 0 0 0 x 
g , 4 °C , 10 $HM'M§Lhi*l& 5 0 0// 1 J1KL 

[0 0 60] ^tnz2u \cnyya—yy (20us/ 

U 1 Boehringer Mannheim #9 

0 1 393), 5 0 0^ 1 tf02-7°nvNV— 
-fW#291-l 3GR) fcSanflHWPU -2 0 
°CT' 1 B§P B TOa tJt . <jCfc, 14, OOOXg, 4°C, 

1 5#|BB&C>U ±itSHi£Lsfc«, r£lml<7) 

8 0%x^y-;Kx^/-;l: t*7-f t^?#i 
4 7 - 1 3GR) T2JgSfeifLJt. <I<7)^.W h£ 1 0 
1<7)H 2 Ofc?gJ£LRNA?gS|£#/>. ;«10/Jl 
WRNA*v^^iSaB!?*lfTDNAfc:SQfttt, Aix 
f«77^f V-^fflt^PCR (Polymerase 
Chain Reaction) (C 2 HjWfglg Ltz 
(RT-nested PCR) . iMitIL7^ D N A7 ^ 
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1 7 

JPJt. 1^(1 1 0^ 1 ORNA}M^IJtlLtMJ9 
Oxt 1 t Lfz. 

[0061] mmmm i ^ffljs 

1 OmM Tr i s-HC 1 pHS. 3 

0. 5ju& 7y/A7°7-f V- (TaKaRaMitSL 
n^No. 380 1) 
2. 5mM MgC 1 2 
5 OmM KC 1 

0. 2mM d AT P (Pharmacia tfclL #^n^No. 

2 7-5500) 

0. 2mM d'TTP (Pharmacia *±15L #^U^No. 
27-5800) 

0. 2mM dGTP (Pharmacia ttlL #^U^No. 
2 7-5700) 

0. 2mM dCTP (Pharmacia #^U^No. 
2 7-5600) 

[0 0 62] ,IO£OfM£: 6 O'CTS-frmJ i^jL^— 

M-MLVJ^te^P* (2 0 0 units/// 1 BRL }± 
SL #^U^No. 80 2 5 SB) imwL, 3 7tt3 
O^rBl^Siirc DNAJMUc, ifcwr\ 

1 0 Opmol<7)2S@SO:7^ V— (7°7^V- 
Offi^^tt^ 1 #ffS) at^'2 . 5Unit<7)T a q D 
NA* 0) J^7^ (AmpliTaq™, TaKaRaffitlL 
^No. 2 5 3 1) ^mUnLX^m?: 10 0/zlfcL, S 
lmaPCR^foJt, ^ PCR^fffi^J;^: 
ISSU^o IWAKIThermal Sequencer TSR300S£ffl^T 
9 5°C, 2^0^tt^f*. 9 5°C, 1. 5fl\ 5 5 
C, 1. 54h 7 2°C, 2^C0RJE^4 0^--f ^;Hf 
l\ §tt:7 2°C, 9^0#^JE^fiV^Tt?to 
[0 0 63] ^^lHSOPCRllOl Oju 1 
MKtU, 2^t2ll^77^V-(77^^ 
com.^h^tm3^m) £ffll^fcSl2EIB<7>PCR£ 
ffofc. m2 0SOPCR{ililT^^lTlTo^. f& 
frfe. SlHS^UKKlOl 0// l tTIftOfijRT 
^^tLStifgi^IHMllUT^a* 1 0 Oxe 1 b L 

/to 

[0 0 64] mflK^II^fflJS 

1 OmM Tr i s-HC 1 pH8. 3 

1 0 0 pmol 75 >f V- A ( 7° 5 >f V-Offl^^itti 



1 8 



3t3#SB) 

10 0 pmol 7°7 -f V- B (7°7-f V— <Z>»#^*>-£« 

2 . 5mM MgC 1 2 
5 OmM KC 1 

0. 2mM d AT P 

0. 2mM dTTP 

0. 2mM dGTP 

0. 2mM dCTP 

10 2. 5Unit Taq. D N As^U ^ 5— ( AmpliTa 

q TH) 

[00 6 5 ] Z<7>KmM£m^ZMl®B<r)PCRb\$ 

4 (HPA) SWtmSMCiDMUc, 

-h, ±ti(DMmK}fc^T^Kmmco 1 Oxt 1 ^ 9 5°C 

20 iSmtt&MM (0.6M Boric Acid-l 
8 2mM NaOH-1% Triton X100) ^ 

3 0 a M 1 munLxe o c ct6*r^ y^^^-Mt 

3BSWS^^563e*»l®Lfco l^-hOHCVitg^ 

ofc. PCR{:ffifflLJt7°7^v^±V7n-7^i 

[0 0 66] [7n-7«] 
1 1 1 mM Lithium succinate buffer * 

10% Lithium lauryl sulfate (Sigma #L- 

30 4632) 

1. ImM EDTA (2Na) ( ^-#5-f T^? # 
151-11GR) 

1 . ImM EGTA (Sigma #E-4378) 

1 X 1 0 s RLUs** AE-5^^TU— 7 
* 1M Succinic acid i^jrfi'yA "rX? #324-02GR) 
{ZlM Lithium hydroixide i^il vA t^X? #206- 
34EP) £SrFUH5.2 tdHKUfcfcfl) 
** Relative Light Units^B§ W&ftrffM fr^frmffr 

[0067] 
40 [^3] 



(11) 



ftHPP6-l 2 17 0 0 



19 2 0 



RT-nested POUCJ 


E v y ^ ^ v - i cThp a 1 1 ffl v ^ n 










fglEPCR 


f£20PCR 


NC-1 


P-(-)2« 


P-(O208 


CP- (-5133 


P-(-)48H 


P-(-)71R 


NC-2 

C5 


P-CO208 


P-(-)13B 


CP- (099 


P-(-)24R 


P-<-)51R: 


NS 


P-6187 


P-6253 


CP-10 


P-6493R 


P-6421R 



[oo68] hp Aizxm^n&zim^xskm^ *%Mttzi>(DZvmbm&Ltz minxx/ms) . 

fPBLfc. 0 , ««Alll»*jB*J(ll»i: R«fc«BH [0069] 
U PCR^HjWtfcftHPAfcff^fc. *<9H8tf>« [^4] 
5tffi (RLU) <Z>5flS4fcttl Ofg (Cu t o f f ffl) * 

. . - hpa izi a yj ^ jfr (cutoffM : ft-ft A Q5fe) 





^lEPCR 


^2l£]PCR 


NC-1 (5'*fllf?ffiift) 


100.0 (42/42) 


100.0 (42/42) 


NC-2 (5'*aiRffi*) 


100.0 (42/42) 


100.0 (42/42) 


NS {SM*j£«Jft) 


50.0 (21 /42) 


66.7 (28/42) 


^ ^ [315] 








■fflElPCR 


^2@]PCR 


NC-1 (S^flKlff^ 


100.0(42/42) 


100.0 (42/42) 


NC-2 (5'*flK««) 


100,0 (42/42) 


100.0(42/42) 


NS dMUfttti*) 


28.6 (12/42) 


59,5 (25 /42) 



[0071] Cutof f fISr«^AJflLifi*<7)RLU 
<r> 1 0«fc , 5 ' ^gftRffitrmS? 1 HI a 

JtfCfctSS 2 0 g £7) P C Rflfc, 7 0 %tfXftlWC* 

[00 72] 

[EMlft] ★ 

GAGACTGCTA GCCGAGTXAGT GTTGGG 
[00 73] mm^r : 2 
ffiflfcO^S : 2 3 
ffi^'JOM : 

ilcoiSc : -*if A 

CGCTCAATGC CTXGGAGATTT GGG 
[0074] n&m^r : 3 
MimcDMZ : 2 2 



★ 1 

K#J<9^3 : 2 6 
WffleM : SIS 
ISOit : -*« 



mmconm :^«dna 



26 



23 



♦ 50 BHtftHBB : o'SD N A 



2 1 

WM 

ATGAGTGTCG TGCAGCCTCC AG 
[00 7 5] IS^iJ#^- : 4 
mnco^ : 2 2 

mmm ■. mm 

GGTACTCGCA AGCACCCTAT CA 

[0076] smmw ■■ 5 

ffi^iJ^^S : 2 2 

: mm 

mm 

AGAGCCATAG TGGTCTGCGG AA 
[00 77] IE?'J#^ : 6 
IE?IJOS£ : 2 2 

: mm 

GCAGTACCAC AAGGCCTTTC GC 
[0078] IE?lJS-^ : 7 
ffifllO^S : 2 2 

: mm 

mm 

AGAGCCATAG TGGTCTGCGG AA 
[00 79] mm^r : 8 
IS?lJO*£ : 2 2 

i^'jos! : mm 

mm 

TGCACGGTCT ACGAGACCTC CC 
[0080] : 9 

mmcOMZ : 2 2 

ie^ijos : mm 

mm 

CAACCCGCTC AATGCCTGGA GA 
[0081] IBMS-f" : 1 0 

mm?m% : 2 2 
mm^m ■. mm 

mm 

ACTCGCAGACA CCCTATCAG GC 
[0082] 1B^iJ#^- : 1 1 

mmcoMz : 2 2 

ffi?'JOM : Sffi 

AACGCATACA CCACAGGCCC CT 
[0083] : 1 2 

IS?'JO^£ : 2 3 
I^lJOM : Kig 

mm 

GTGAGCACCG CCACGTCCGG TTC 
[0084] n&m^r : 1 3 
IS?lJC0*£ : 2 3 

la^ijos : mm 
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* «0» : 
* SM»1I:MDNA 



* 10 R#J<7JBJS : D N A 



★ lEM^fflM : MDNA 



A 20 K^lJ Oil : ^fi!c D N A 



♦ ffi?i|«Il:MDNA 



b*°uy- : mm®. 

* 30 Wm<?MM ■ -pTBJcD N A 



Nt?^'- : jgJRR 
* »1S:MDNA 



★ 40 ffi^JCDgJS :MDNA 



A lE^JOWI : MDNA 



♦ 50 BHtftHBB :MDNA 



*3HPP6-1 2 17 0 0 

2 2 

22 
22 
22 
22 
22 
22 
22 
22 
22 
23 



(13) 

2 3 

mm 

GTGGCTGCGG AGGAGTACGT GGA 
[0085] EMS-f- : 1 4 
WM<0&Z : 2 1 

mmm ■. mm 

GAACGTGACC TCATCCCGCA G 
[0086] SM^W : 1 5 
ffi^iJO^S : 3 6 

mm. ■■ -*« 

GGTGGGGGAC TTCCXACTACG TGACGGGTAT GATGAC 



^HPF6-1 2 17 0 0 



2 4 



* : MDNA 



iMfSKB :MDNA 
10 Wm : Xi&])>A-*jjet 



23 



21 



36 



(51) Int. CI. 5 IS? rfl*mm*§r FI Sfflf^flSBf 

C 1 2 N 15/51 

C12Q 1/70 7823 - 4 B 



